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111 nuuviwatasu wnuflflfltuwiti thimiPififHMfi'W 

^mmlmitiiu 12120 uflt «5numnun8>3\qufluiJ«4un'ir54'£j iflnvi 979 

snpm SM Tower ifu 14 n.vmttftisu flimaulu wcunlvi rww. 10400 
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3.1 dtumfi Inti •< V« # 


3.2 tviT^YlVr 02-564-7000. *SvP* 


3.3Tviwnr 02-564-7003 


3.4 Suitf ips@n$tda.or,th , ( Wm.U 


4.Svifilumrflflfii3Yn^ • ^ ° 


5. ^QLiviii (rhiJ) vifty (iaim emu swqa ywililmtutT) 
1 11 n.rraattifiu e.flmuvfi'w s.iJ^ufinu 12120 


5.1 ifoumufmi 383,1046,1468,1193,1463 


5.2 \Y\?fiwy\ 02-564-7000 ' ' 


5.3 Tviffll? 02-564-7003 
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8.4 □ fojaf^Svifiijfly/fl^SYiS^^ 
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14. ifinflnntesneijfrrtjf) 

□ trwSf)nj?fi^nnyu^^>3nnnJ^S»j/nn?f)fjnuuii 

□ ifin«i?ntj«rLetj(?iinfjonij^«?v* 

□ ienfn?nn^fminu?mm^ 

□ ifin«n?iifiLiJ«tJUuiJ«>3iJ?tunvitifj^Svifi 

JET iflfwrniii i len^nyiifiwQUwu^UjSevifiiJQnunsu^: 
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uuu flil/flu/emJ/001-n (turifi) 
wh 3 whviviu 3 win 



1. irM^uau nvJnuih 

113 nutinw^Ttjfi'u ct.««q^ww fl.flflfuua'N s.iJvjufi'nS 12120 

2. UltrUMm ^YlfitflJlJfl 

flOisuvmtjmflflf wviQVitJimjwtj^^ fuSe* s.wfewlwJ 50200. 
«04rivi«u«nntuvivid*jJMnQV]tjnmj^fj>3'lwij q.iuqa s.nitulmi 50200 
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10 «n^nQvi€jnnn^tn€iQ^i^mjnn^«^i*j #e, *.2t 

nonJ^^i^jfuiny^Qv3mjf}^oiv)p)M«3^Qrin>N wu^rtonmi lias ^fntoQV)*n 

W • * 

ilsbf^i^ne^'lviwy^rj^ Fiaviviridae fn^nmfluvi^nfiNimnm^ 50 
20 intuujw* WQUfmiflufuiif^ ultjn'intiJf nu envelope 

tihem E uflstihem matrix wltrtilyfiu M mtiUfulitsTuilliJfflu capsid vtfitiJ^u Ctfnufrivme 
^i4^n^u^n??wiifi>3ilfilQf^lg/intjlw ^nmw^n^wiie^ilfilQf^i^niflu RNA tmilrcintu 10.7 

vftVhffl (E, prM/M u«s C) u^^tiJ^uvlUilTi^y^^n^ urfS^i^Qtj^nnjmw^nuQuiifi^WQlQ?^ 
25 wa« fl\^nfliia«lQfm^nvia™ prM uastiJySu Ewmifln rcwnwbffl 

ngu furin vifotflu Golgi apparatus ri>3walift<am^nFfo^ 

hSafiQnYhHpnaufl'j (inactivated) rifiuunliJttmfn'liJ'iuflu mmK%u\#ii*mv$™qii%unm'uui 
(attenuated) ^tfn*nfftjtJ?NnnAQ?ertu?^ mnrih^iiftaffittfifm 
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nn«^«^wn^nT^tjnn?mnri«fj>3iTif)lQf^M«ntJ i ( serial passage) Iwvfe^iJfliJRnn^uin^nn? 

lofmA^nviwf^ntjmYW^ tintmuf PDK-53 

iflutielQ^^^n^nnn^n^^fi^nsnn^ntJ^fi 16681 T^tJwnunnymnrLStJ^lu certified primary dog 
kidney (PDK) cell ifhmwu 53 stiu Vin^^Li3f)\Qf^r!nn?m>jsnuQtiT.i4iTJ« LLOMK2 IflAAtfu lias 
^nijn^rimw^nviQVi^^aiM^S^^WiJS nn?^m*nflnAiJiijmie>Jfln?^^ PDK-53 v 

YUjQn5nn?iiJ«£jtmdtmn0^ 3 nnuvw s^iflurmi^tn 

mnl?z§i**fiisVlA^^ mbu 01-2002 nutaii tafafntfrnyinuflwu^ 

QrtQn??«\um?iiJ«yuuiJ^«nrm4^nwjj mfiHin^nnTiilS£jwuiJfi^iifi^n^n?{?if3^S < C , u5^ 9 rininnta 
lumwwviiifvnudnmyri^ tftmtmn^furautititj (maturation) uq>j 

\Q?«^««ij?ninniJfijiiJS£ju , liJ ^nl^^f^viSiJf^naitTJyPiu prMiJuaoiifwm^nAafiUfitJfw urifl 

lofaantimjf PDK-53 foanthu? fil'jf^^ntjwuflwaj'URfi Tenn«\unn?n«ntjwifsunmj\d£iTO«wu^ 

ifflWm^nfnamif mbu 01-2002 rjnaKrouTfltjnnsflflu^^ 
m entiwuf 16681 5>Hflm4flWflmiynsnn(^ nn*ul3tmuiJfMiifUflnmjnTO 
GsvfturjnefinuiJijWijnn^ prM vnomufamfinwviwnft 

mUfmbjJ furin (prM-M junction) ^tjfl^URfllinnsiJ^Sl^^^ 

1 . iinnnfiiJSfJuiLy^^nmjiiJ^vlcnnuMU^ 666 itiatmsnn T A, wnumk 709 uJatmsnn A 
liJiflu G wiuww 714 uJatmsnn A liltSu c Ui cDNA iie^aWmekn fotjnn?Yh 
PCR-based uflr site-directed mutagenesis vhlmi restriction enzyme recognition 
sequence flnuSmfmhi u Nde I u«r BamHI ifiwwinvln'iiimM 666 \xqz 709 ne^nmus 

2. fiQnuiJijIeStnuQ^Stfi'lviOT'uijn^eintj *Lvf5d«n ^Tu tu « ^ ei«liJCi 

5' TATGGACGGTGCACGCGGACCAGGCATTCCAAGAGATCTAGGA 3' (sense primer) 
5' GATCTCCTAGATCTCTTGGAATGCCTGGTCCGCGTGCTCCGTCCA 3' (anti-sense 
primer) 
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YmiYl 3 UQ^TUTU 4 11141 

fl"m#u *] fifiiJ*ntJAnuwu>JtfnNn^ Nde I enehu 

wfinaSflflifkusyiS Dengue cDNA CsnniiQ 1) u«rnnnns«iQn?u«ifiuie(^u^«n«ui;iJ^V) 666 
8* 709 ftftmimmm^?mmt)W\A'$u Ndei has BamHi 
snnuu^nnn^wtjwvi^n^Ci^^S cDNA nn\mflnn?«!h>jflnrm^n^ 
\mu (full-length cDNA clone) ?«5m?iy«amitlfl4«niniJT]Q^ 
^4.1 wnuwii^nj^fi^tuvi 193 itlfltjvmn threonine TiJiiKi arginine 

4.2 nnumwnrafizSituYi 196 iiJitawin threonine tiJiflu arginine 

4.3 wnuuiwnWQzJftuvi 197 iiJita < umn methionine llJlflu threonine" 

4.4 flnuviwmflsrStwi 198 uJaavmn glycine llliflvi arginine 

4.5 wnuwi>jn?AQs3Mi 199 ulaatmn glutamic acid llltthi histidine 

4.6 finuvnwmAesStuvt 200 wJSawnn histidine liJiflu serine 

4.7 wnuwwnwflziitvvi 201 LiJfltmsnn arginine Ithflv lysine 

4.8 chuwu^nsflflsSTuv! 203 iiJifavmn glutamic acid lilitlu serine 

4.9 rinumknfflfidffuvi 204 ilJStmsnn lysine llllflu arginine 
srl^n?>N^n??3j^f)^WQ\Qf^i^^n^ntJWuf MBU 01-2002 (full-length cDNA clone) mini? 
iiJ«tJViuiJ«^«' , i^iun?^€^STvi^ prM-M junction s\4iJ?n^nnn^Qr2tT4ViwiJ^s«ijm£j'lu 13 

.vhrmflln RNAsnmijjuuu cDNA (ifa 4) luwAQflviflAQ* AQunn?vhriu^2">umjtaj4 SP6 
RNA polymerase lueurmviSj Cap analog lunruutfirfu 4 mM faatltzmtu VhiJjjjnftnYi 
tjarwqS 30 fufinnjawfejfl iflunen 4 fohu 

ivnziSa* C6/36 faaH lipofectin ifluwntatim iSy^Aflf^ivnsifitu C6/36 tw^OiMJjS 
Qgunmnri«£j>3Wfi«rinijw^snnnnjtwCitjQU'i RNA mliJlyw^^ t«yi?«w^sviij^upiQU^ 2 
nu fetal bovine serum Ivftftpmmfojim 20% tatiilroniu u«ruiilQ?^T.Ql\4gu 4 iiu5>3^aiMrj2 

-70 fMrtlWfinklfl 

iiJflEmuiJfl4ijfu«nflmiJflu^^ 

WA&^ivnzifltu C6/36 \uewri^QulQfM^«mvinmj 1 - 10 tn^m/ioo i-baa IvnJHnn? 
1 - 2 u^QiJeifjylinQf^m^w^mfluLQfin 2 tToTjm snnuuiw^unmnriSy^lvSiJIijnw? 
5 -15*ja u$:;iStuwjfifl&>Hvn:;i3u>i C6/36 toviqamjrjij 29 fMPnwawitifl inijiTratafflYi 
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nu fetal bovine serum Ivfl^RQnwiw^ 20% famJrcvntu iiPi^inlloMQlu^uiiul^^tu^rjS 

V j J ^ ^ ^ 

9. f^w^nwm^iJfi^i^filQf^t^^n^ntJwu^ MBU 01 -2002 tfiffw\nwlwiJl(Sw 

9.1 «?to?m04nantmufi MBU 01-2002 ^Snn^iiJ^tJ^uiJ^n^ijn^^stS^vi prM-M 
junction s^iJri^snnn^^etSj^viSiJ^^ijmtjIu 13 n^^tdiAMunwes^^vi ufit 

^ ^.2 wttofflfinuwutf MBU 01-2002 SflonN?nvn?n\unn?ifi^ 

flononi^ftuflfl^rjniu 10-1000 ivh VmIuito&i* C6/36, wiflfilflfim PS clone D, 
l«Bfifilfl§<i Vero lias VSfl&M HEK 293T 

9.3 ileWemtiwufi mbu 01-2002 SKvbwu prM ^wQ^uueniifi^^^nft'luiJ^ijncuiSn 

9.4 i^tof^ntimif mbu 01-2002 «nj4n?nfnunTv(wa^^m^iSti>5 C6/36 vmi^Iwi 

7.0) ufitannQ^YUtluntfl (pH < 7.0) luiituzfiiiifilQfa#uj«^ 
mflunta (pH < 7.0) ivhuu 
9^5 raaWflentmuf MBU 01-2002 «n«n?ofnunlviwa«tj>3Lvinri«tj>i C6/36 

9.6 ilfilQf^^ntjmi^MBU 01-2002 jJAQ™snNn?nlunn?sijnm^ 

9.7 welQf^^ntjmifi MBU 01-2002 d«^nw«nwn?nlunn?i4inm«4nuQuluw«^>iu«^ 

9.8 iTJelofflfntmu^ mbu 01-2002 «n^n?niv5^4nuo\^ntj^i4iTiadlRe5n?mnti«y>5l^ 
ivh i nm^ftafflflupmflqn^ 



r 



r 



1. ifelQfm^nflntmnjfi mbu 01-2002 vlwnnfiiJ^cjuLLiJ^^^nmjnt^fitSTuvi prM-M junction ^ 
wmnmmfin 3 wiomJrc^ 

5 2, wstafaifofienflmi^ mbu 01-2002 flnxjfonflSyifivi 1 5«nw-aitiwir^e iSrcifiijTvlTOu prM uuwt 

3. ifstQ?^ili>3n^'i£jmif MBU 01-2002 wnjjfortaSYifivi 1 Jianttwsiwnsnfi SftQnwanmTnlunnwi 

10 4. wfta?flifi*n^tiwu^ MBU 01-2002 wnvifortaftoifivi 1 j5ammizw.Yn:;Af) ssnmJflmJftomjermn 

5. ilQlQ?«il>3n^nymif MBU 01-2002 enuifaflfiSvifiYi 1 dflnyau;iwn~flQ 5«Qnjj^nun?n1vinn?sij 

6. i^eta?^i^n«ntjmif mbu 01-2002 wnuiffjnsSvifivi 1 JjAnmuziflYnsfle iJnonwfn«n*nlunn*iih 
15 musnuQulm^flf^ufl:^^ 

7. i^slafrnFunenamif MBU 01-2002 mNfonsftYifivi 1 SiflnttiuziwnsAe enansmwasnuQun'-mU! 

8. Full-length cDNA clone iitMilffoffo Jwn^ 1 1 
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WfAofmltonsnawuf mbu 01 -2002 ifluilfilQf^mftewfifini^n 5*Qnfl^i]«taIflmY)fl0wn* 
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